(A) Cytosolic and nuclear protein fractions from subcellular fractionation of transiently transfected FLAG-STAT3α and FLAG-STAT3β AD293 cells stimulated with OSM (10 ng/ml) for 0, 15 or 60 min were immunoblotted with an anti-FLAG antibody to detect FLAG-STAT3 spliceform proteins. α-Tubulin was blotted to indicate cytosolic fractions and PARP [poly (ADP-ribose) polymerase] to indicate nuclear fractions. Molecular masses are indicated on the right-hand side in kDa. (B and C) Transiently transfected FLAG-STAT3α (B) and FLAG-STAT3β (C) in COS1 cells were stimulated with OSM (10 ng/ml) for 0, 15, 60 or 120 min and stained using anti-FLAG antibody (red) and co-stained with DAPI (blue) to indicate cell nuclei. Scale bars represent 10 μm.
Figure S1 Confirmation of the different nucleocytoplasmic trafficking of STAT3α and STAT3β spliceforms
(A) Cytosolic and nuclear protein fractions from subcellular fractionation of transiently transfected FLAG-STAT3α and FLAG-STAT3β AD293 cells stimulated with OSM (10 ng/ml) for 0, 15 or 60 min were immunoblotted with an anti-FLAG antibody to detect FLAG-STAT3 spliceform proteins. α-Tubulin was blotted to indicate cytosolic fractions and PARP [poly (ADP-ribose) polymerase] to indicate nuclear fractions. Molecular masses are indicated on the right-hand side in kDa. (B and C) Transiently transfected FLAG-STAT3α (B) and FLAG-STAT3β (C) in COS1 cells were stimulated with OSM (10 ng/ml) for 0, 15, 60 or 120 min and stained using anti-FLAG antibody (red) and co-stained with DAPI (blue) to indicate cell nuclei. Scale bars represent 10 μm. Figure S2 In the absence of STAT3β, STAT3α Tyr 705 phosphorylation is lower and its nuclear retention is diminished (A) 4-HT (1 nM)-treated iSTAT3α and iSTAT3β MEFs were stimulated with OSM (10 ng/ml) for 0, 15 or 60 min and stained with DAPI (blue), anti-FLAG antibody (green) and anti-phosopho-STAT3 Tyr 705 antibody (pSTAT3; red). The bottom panels indicate overlay images. (B) WT and 4-HT (1 nM)-treated iSTAT3 MEFs (iSTAT3α and iSTAT3β) were stimulated with OSM (10 ng/ml) for 0, 15 or 60 min. Cell lysates were collected and immunoblot analysis was carried out using anti-phospho-STAT3 Tyr 705 (pY705) antibody for activated STAT3 proteins, anti-STAT3 antibody to indicate total STAT3 protein levels, as well as anti-gp130 and anti-α-tubulin antibodies to indicate equivalent protein loading as described for Figure 2 of the main text. All panels are the same as for Figure 2 
Ece2 Mrps18a 
